(gcmGal4, UASdnpvr) stalls their migration (arrowheads in M), preventing association with the tubules. The anterior tubules fail to project forwards in these embryos (cf. M, with control embryo L, arrows: stage 14 embryos). (Martin et al., 1999) * expression starts only after tubule elongation (balanced over TM1), where a homeotic transformation which results in multiple anterior spiracles was used to positively identify homozygous embryos when stained for anti-Cut. We used the GAL4 system (Brand and Perrimon, 1993) 
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for mis-expression experiments with the following lines: byn-Gal4 (gift of R. Reuter), crq-Gal4 (gift of B. Olofsson), cutB-Gal4 (gift of V. Sudarsan), en-Gal4 (gift of A. Brand), gcm-Gal4 (gift of U. Tepass), srpHemo-Gal4 (gift of W. Wood), UASdad (gift of T. Tabata), UAS-DN-pvr (gift of P. Rorth), UAS-dicer (gift of S. Thor) , UASpvf1RNAi, UAS-collagen IV RNAi, UAS-viking RNAi (all from VDRC). UAS-gfp, UASβgal, UAS-rac
V12 , UAS-dpp, cad-Gal4,UAS-moesinGFP and UAS-StingerRFP were obtained from the Bloomington Stock Centre, Indiana. The following reporter lines were used: dad-gfp(nuclear) (gift of M. Affolter) and vkg-gfp (gift of W. Chia).
For strong hemocyte expression we crossed crq-Gal4 into srpHemo-Gal4. To visualise the haemocytes and MpTs in vivo we used a stock homozygous for srpHemo-Gal4 recombined with UAS-mCherry on the second (kindly provided by W. Wood), and the cutB promoter region attached to GFP on the third (K. Campbell & HS).
Immunohistochemistry and in situ hybridisation
For immunostaining the following antibodies were used: mouse anti-Cut (1:200, DSHB), rabbit anti-Pvr (1:1000, D. Montell), mouse anti-Peroxidasin (1:1500, J. Fessler), rabbit anti-GFP (1:500, Abcam,), rabbit anti-phosphorylated Mad (1:2000, P. ten Dijke), rabbit anti-βgalactosidase (1:10000, Cappel), rabbit anti-Croquemort (1:1000, D. Montell), and rabbit anti-Laminin (1:1000, J. Fessler). Biotinylated secondary antibodies were used in conjunction with the Vector Elite ABC kit (Vector Laboratories) for DAB staining or fluorescent secondary antibodies conjugated to FITC or Cy3 (1:200, Jackson ImmunoResearch). Embryos were collected from agar apple juice plates, dechorionated in bleach, fixed for 20 minutes in 4% paraformaldehyde, and de-vitellinised in a 1:1 heptane:methanol mixture by vigorous shaking. For anti-pMad staining, embryos were fixed in 8% formaldehyde. cDNA was obtained from the Drosophila Genome Resource Centre for the following genes: pvf1 (clone LD28763), pvf2 (RH40211), pvf3 (RE18107), vkg (RE68619), cg25c (GM04010), lanA (LD24387), and lanB2 (LD15803). dpp cDNA was kindly provided by Hilary Ashe. The following primer pairs were used (SigmaGenosys) to generate a DNA template from genomic DNA using standard PCR conditions: lanB1 (5'-GCG GCT TAT CGT GGT CAT TGT, 5'-GCA GCT TCG TCA TCT GGA TCC), ndg (5'-GCC CGT TTC CTG AGC GAA AGC, 5'-CCA ACA CAC GCT GCT CCT CGG), trol (5'-CGC AGT CAC CGG TAT CGC TGT, 5'-CCC ACG CCA GAC ACC GTA CCT). For light microscope analysis, embryos were either dehydrated and cleared in Histoclear (Fisher-Scientific) before mounting in DPX (BDH
